were incubated in the presence of E1, E2, ATP and Flag-ubiquitin with increasing amounts of HEK293T lysate. Ubiquitinated products were purified via Flag resin and immunoblotted for luciferase. RRL was used as the positive control (+), and no lysate was added to the negative control (-). Asterisk denotes unmodified luciferase bound non-specifically to the resin. (D) Lysate from HEK293T cells was loaded onto Q resin and eluted by increasing the salt concentration in steps (100-500mM salt). L is the lysate and FT is the flow-through. Each fraction was analyzed by coomassie staining, by ubiquitination assays of Luc-Bag6 complexes, and by immunoblotting for Bag6, RNF126, RNF115 and CHIP. (E) The 400mM elution from panel D was fractionated by phenyl sepharose. The flow through fraction was collected and the resin eluted by progressively lowering the salt, followed by elution with Triton X-100. L is the load fraction and FT is flow-through. Figure 6 ) -Quantification of N3a-PrP stabilization and ubiquitination. Total cell lysates were prepared from N3a-PrP expressing cells that were untreated, knocked down for RNF126, or treated with 10 μM MG132 for 4 hours. Serial dilutions of each lysate were analyzed by SDS-PAGE, transferred to nitrocellulose, and stained for total protein (top panel) before immunoblotting for N3a-PrP (bottom panels). Three exposures are shown. Unmodified N3a-PrP, as well as ubiquitinated species, are indicated. The relative amount of N3a-PrP for each treatment condition was quantified by determining the relative amounts of lysates needed to achieve an equal N3a-PrP signal by blotting. For example, the medium exposure shows that lanes 1 and 2 (untreated) give a very similar N3a-PrP signal to lanes 4 and 5 (RNF126 knockdown). Since lanes 1 and 2 have 2.94-fold and 2.90-fold more protein than lanes 4 and 5, respectively, we can estimate that RNF126 knockdown results in a 2.9-fold increase in N3a-PrP levels. Using similar calculations, we further conclude that N3a-PrP upon proteasome inhibition is ~3.1-fold higher than in the RNF126 knockdown. Inspection of the ubiquitinated species in the long exposure reveals that in samples that contain equal amounts of N3a-PrP (e.g., lanes 1 and 2 versus lanes 4 and 5), ubiquitination is lower in the RNF126 knockdown. The same conclusion is reached by appreciating that lanes containing equal amounts of ubiquitinated species (e.g., lane 2 versus 6) have a greater amount of unmodified substrate for the RNF126 sample. Thus, N3a-PrP ubiqutination is lower in RNF126 knockdown cells. It is also easily appreciated that proteasome inhibition results in a greater proportion of ubiquitinated species per substrate than RNF126 knockdown. 
